Fusion efficiency and initial rates are "tuned" to physiological levels of PE. Ca 2+ -triggered fusion was monitored and the normalized fluorescence signals at 40 minutes (left), and initial rates (right), were plotted as a function of PE content. Both C2AB and C2B displayed maximal activities with vesicles containing 30% PE.
Supplemental Fig. 3 . Assembly of SNAP-25 on to syntaxin vesicles is attenuated in the R398A mutant. A representative co-flotation assay of selected mutants (n = 2) is shown. PS-containing syntaxin vesicles were incubated with 10 µM of each syt mutant and SNAP-25 in the presence or absence of Ca 2+ , floated through a density gradient, and analyzed by SDS-PAGE. The T328 and E341A mutants also exhibited loss in Ca 2+ -triggered t-SNARE heterodimer assembly.
Supplemental Fig. 4 . The R398A mutation is not crucial for syt 1 C2AB-mediated vesicle aggregation. Dynamic light scattering experiments were carried out as described in Methods. The mean particle size of the C2AB•vesicle aggregates was plotted as a function of incubation time after the addition of Ca 2+ or EGTA. A, In the presence of Ca
2+
, both wt C2AB and the R398A mutant avidly aggregated vesicles, producing a particle size increase from ~120 nm to > 400 nm within 15 min. B, Using a PS enriched lipid mixture did not change the aggregation properties of either wt or the R398A mutant. In the absence of Ca 2+ , the particle size did not increase, demonstrating that vesicle aggregation activity of syt 1s strictly Ca 2+ dependent.
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